Affinity Purification Protocol


Before you begin, you will need:

At least 1mg of protein (eg.GST-FAA-N) and at least 1mg of ‘clearing’ protein (probably GST)***This Means That You Will Probably Need 2 columns and Twice As Much Reagent***

The clearing protein will be used to make its own column—made in the exact same was as the fusion protein column

OR

Recommended amount of peptide.  If you are using peptide for this column you will skip step A.

1. A.Buffer Exchange:
2. Dilute ligand (eg. FAA-N-GST) 1:10 in pH 10 Coupling Buffer.  Reconcentrate to 1ml in 50mL 10Kmwco Centricon.

3. Make 1:3mL dilution of exchanged sample.  This is the Ligand Solution.

1. B. Make Slurry:

2. Put 2-5mL of Coupling Gel into a 14mL conical centrifuge tube. 

3. Wash w/ 5mL Coupling Buffer pH 10. Centrifuge for 5-10minutes at 1000xg.  Aspirate supernate Carefully.

4. Add Ligand Solution.  Rock for 4hours at 4(C.

C. Imobilize Ligand

1,Centrifuge Coupling Gel (5-10 minutes at 1000xg) and remove ligands solution.*

*Consider saving solution, it can be reused or used to check binding efficiency

2.Washing Coupling Gel w/5mL of Coupling Buffer pH7.2.

3.Make up 5M Cyanoborohydride solution. (.0785g/250µL dH20). Make solution in the hood and make the solution fresh each time you use it. Check and make sure the solution is white or whitish-yellow (Sigma).

4.Combine 2mL Coupling Buffer pH7.2 and 40µL of 5M Cyanoborohydride. Rock overnight at room temperature.

D.Quenching Buffer
1.Centrifuge Coupling Gel and remove remaining liquid.**

**Dispose of all Cyanoborohydride as Hazardous waste.

2.Wash slurry w/ 4mL Quenching Buffer (1M Tris-HCl pH 7.4).

3.Add 2mL Quenching Buffer  and 40µL 5M Cyanoborohydride.

4.Rock end over end for 30 minutes.

E.Final Washing and Column Assembly

1.Centrifuge Coupling Gel and remove Quenching Buffer.**           slurry

**Dispose of all Cyanoborohydride as Hazardous waste.
Bottom

2.Wash 4x5mL with 1M NaCl.



Filter disk
3.Wash 2x5mL with degassed dH20.

4.Assemble column (see right)



bottom cap


5. Add slurry to column and let settle for 45minutes.








push top filter down









until it reaches top of coupling gel

E2. Column Assembly part 2

1.After coupling gel settles out of solution

push top filter down onto coupling gel.

2.Remove bottom cap and let drain.










3.Wash Column with 8mL 1x PB



Top filter disk













Coupling gel is settled in bottom






Of column




F. Serum Incubation.

1.Dilute Serum 1:1 with 1xPBS

2.Run Serum through “clearing column” (GST only)  3-4 times.

3.Run Serum through the Affinity column (eg FAA-N GST) 3-5 times.

4.Wash the column with 8mL 1x PBS to get rid of weak binding.

5.Elute w/ 8x 1mL of 2.8pH 0.1M Glycine. Neutralize samples with 50µL of 1M Tris pH 9.5

6.Reactivate column w/16mL 1M NaCl  




   8mL degassed dH20

(reactive column quickly after protein elution ~30 minutes)

7.Store in degassed dH20 and .05% NaAzide.

G. Protein Concentration

1.UV spec samples at 280nm against a 0.1M Glycine pH2.8 + 50µL 1M Tris pH 9.5 blank.

2. Make sure pH of samples is ~pH8.

3.Store in .05% NaAzide.  Ask about adding  0.1% BSA.







